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I. GLUTATHIONE DEPLETION ASSAY (GDA): EFFECTS OF CSCs FROM MODEL 

CIGARETTES ON THE GLUTATHIONE (GSH) LEVELS OF V79 CELLS (1) 

Three experiments are in progress to evaluate the effects of freshly 
prepared CSCs (tested within one hour after preparation) from seven model 
cigarettes on GSH levels of V79 cells. Preliminary results from one experi¬ 
ment indicated that of the seven models, only one (LTF-5E) was distinctly 
different in that LTF-5E depleted more GSH than any of the other cigarette 
models. Confirmation of these observations will be made upon completion of 
this study. 

II. GDA: THE EFFECTS OF ACROLEIN ON GSH AND OXIDIZED GLUTATHIONE 

(GSSG) LEVELS OF V79 CELLS (1) _ 

Acrolein was evaluated in the GDA in a time course and dose response 
experiment to determine if its response would mimic that observed with CSC in 
the GDA, i.e., dose dependent and time independent. Analysis of variance 
(AOVO) from the overall data indicated that acrolein does mimic the kinetics 
shown for GSH depletion in V79 cells with CSC. As with CSC, there was no 
significant increase in GSSG levels with acrolein. s 

III. GDA: DETERMINING THE VARIATION IN THE HPLC (1) 

An experiment was carried out to determine the level of variation in the 
HPLC analysis of GDA samples. Five HPLC determinations were made for each 
sample. It appears that the HPLC in our laboratory can measure the GSH 
levels with little variation within the samples. 

IV. SALMONELLA/MICROSOME (S/M) MUTATION ASSAY: EVALUATION 

OF LYOPHILIZED S9 (2) _ 

It was previously reported that lyophilized S9 obtained from Orgenics, 
Ltd. did not activate 2R1 CSC, but did activate 2AA at a level three times 
that observed with our standard AR20 S9 (3). To verify that lyophi 1 ization 
did not affect the enzymes responsible for the activation of CSC, but rather 
that the lack of response may be due to the source of the S9, a repeat 
experiment was performed with lyophilized S9 from Orgenics, Ltd. and : from 
Litron. The results were as follows: 1) there was no activation of 2R1 CSC 
or 2AA using the lyophilized S9 from Orgenics, Ltd.; and 2) the activation of 
2AA and 2R1 CSC with Litron's unfiltered lyophilized S9 was comparable to our 
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standard AR20 S9 (unfiltered). While the recent results with the lyophi1ized 
S9 from Orgenics, Ltd. confirmed it's inability to activate 2R1 CSC, the 
additional results with a different source of S9 indicated that lyophi1ized 
S9 is suitable for evaluating CSC activity. It appears then there are some 
problems specific to the lyophi 1 ized S9 from Orgenics, Ltd. 

V. VALIDATION OF A METHOD TO DETERMINE TRUE TOXICITIES 

IN' THE IMC ASSAY (4) _ 

In order to validate a method for the determination of agent-induced 
toxicity in the IMC assay, initial experiments were designed to find the 
minimum pre-incubation time necessary to prevent colony formation of 5E5 
sensitive (S) cells inactivated with 6-thioguanine (6TG). This pre-incuba¬ 
tion should also prevent metabolic cooperation. An additional experiment 
this month did not confirm previous findings (5). Since more consistent and 
acceptable results were obtained with pre-incubation at 72 hours, this time 
was used in an experiment to evaluate true toxicities in the IMC assay with 
catechol and 2R1 CSC. Results showed that the inclusion of 5E5 pretreated S 
cells in the test plates had no protective effect on the toxicity of catechol 
but some protective effect with 2R1 CSC. Plans are to further define the 
best pre-incubation time as well as determine agent-induced toxicity in the 
IMC assay. 

VI. REFERENCES 

1. Hackett, C. J. Jr. Notebook No. 8253, pp. 71-74. 

2. Thompson, L. H. Notebook No. 8094, pp. 199-200. 

3. Thompson, L. H. 6906 Monthly Progress Report. Monthly progress 
report 85-128; 1985, June 15. 

4. Garcia, H. D. Notebook No. 8277, pp. 1-2. 

5. McCoy, W. R. 6906 Monthly Progress Report. Monthly progress 
report 85-221; 1985, October 15. 



Source: https://www.industrydocuments.ucsf.edu/docs/mmfm0000 


000829692 


